An extract from bovine spleen which has been shown to have immunosuppressive properties, inhibited the stimulation of DNA synthesis in mouse lymphocytes by phytohaemagglutinin and by allogeneic cells. It was also found that the lymphocytes from animals treated with the extract did not respond in vitro to an antigeneic stimulation.
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We have previously reported that a protein obtained from bovine spleen (BSE) by alcoholic fractionation 1 had immunosuppressive properties as measured in vivo by the graft versus host reaction and in vitro by the haemolysin plaque forming test 2 ' 3 . This protein was also found to be tissue specific but not species specific concerning the in- 
Material and Methods

BSE preparation
Bovine spleen obtained from 1 -2 years old animals was dissected and the capsule and fibrous tracts removed. The cells from the remaining tissue were washed 3 times with saline solution resuspended in 100 ml of distilled water and left for one hour. The suspension was then homogenized during 1 min with an Ultra-Turrax homogeneisor, left 30 min and then centrifuged at 17,000 rpm for 45 minutes. The pellet was discarded and the supernatant dialysed against deionized water for 24 hours. The precipitation produced by dialysis was eliminated by centrifugation. Ethanol (96%) was then added drop by drop to the supernatant until a 75% ethanol concentration was readied. The suspension was centrifuged at 10,000 rpm for 20 min, the precipitate discarded and the supernatant was evaporated under vacuum. This fraction with a 2 -10 mg concentration of protein per ml was used as BSE. All the extraction procedure was performed at 4 °C.
Transformation by PHA
Spleen cells from 8 weeks old (C57B1/6 X DBA/2) Fl mice were passed through a nylon mesh column and counted in a hemacytometer. The lymphocytes were suspended in 2 ml of medium at a concentration of 5xl0 6 /ml in 16 x 125 mm Falcon plastic screw-top tubes and incubated at 37 °C in a humidified 5% C02 atmosphere for 72 hours. The nutrient medium was RPMI supplemented with 5% heat inactivated AB human serum. PHA P (Difco) was added at the beginning of incubation to a final concentration of 10 /if vol. Tritiated thymidine (H3-TdR) (1 juC/ml) was added for 24 hours on the 2nd day of culture. The cultures were centrifuged separately, washed 3 times with 2% perchloric acid (PCA) at 4 °C, resuspended in 3 ml of 15% PCA and incubated at 65 °C for 4 hours. The material obtained was then centrifuged and 0.1 ml of the supernatant was added to 10 ml of scintillation liquid. Radioactivity was measured in a Packard liquid scintillation spectrometer 5 .
Mixed lymphocyte culture
Spleen cells from C57B1/6 mice were mixed with spleen cells from DBA/2 mice irradiated with 6000 r from a cobalt source (CO 60 ), in the same culture conditions as described above. The concentration of cells was 2.5 x 10 6 /ml of the former and 5 x 10 6 /ml of the latter. Five days later, 1 ,uC/ml of H3-TdR was added and the DNA extracted after 12 hours of labeling. Radioactivity was measured as described above 6-8 . The mechanism of action of BSE is unknown, however the data obtained so far indicates that BSE inhibits DNA synthesis in vitro and in vivo and that the in vivo inhibition is tissue specific 2 . Thus, probably the immunosuppressive action is, at least, partly due to the inhibition of DNA synthesis. Furthermore, since cells taken from BSE treated mice do not respond to the antigenic stimulation in vitro, it seems the action is on the immune competent, cells rather than on the antigen.
